INTRODUCTION
After overnight incubation at 35 C with continuous shaking in a water bath, the cultures were heated at 100 C for 2 hr. The heated organisms were then washed twice and, after final centrifugation , the packed cells were resuspended in saline.
The density of the suspension was adjusted to that of the original broth culture. Rabbits were each injected intravenously with 0 .5-, 1-, 2-and 4-ml amounts of the suspension at intervals of 4 days. The animals were bled on the 6th day after completion of the course of injections and the serum was separated .
H antisera: Crude flagellar preparations were used for production of the H antisera.
Actively motile cultures, obtained by several passages of the organism through semisolid media (1% NaCl), were inoculated into brain heart infusion (Difco; 1% NaCl) . Aft er incubation at 35 C for 18 hr, the growth was centrifuged at 15 ,000 rpm for 30 min and the sediment washed in saline.
The packed cells were resuspended in saline and deflagellated in a blender at 8,000 rpm for 5 min . 
RESULTS

Nine strains
of V, vulnifieus were first used to find the best way of treating cell suspensions for optimal O agglutinability , since some cultures of the organisms in a living state were not agglutinated with homologous O antisera . Growth on infusion agar incubated at 35 C for 18 hr was harvested in saline and the suspension divided into three parts. One part was retained and the other two parts were treated in the following way:
1) Heated at 100 C for 1 hr.
2) Heated at 100 C for 2 hr.
The organisms from each of the three parts were then washed in saline , centrifuged end the packed cells finally resuspended in saline . When agglutination tests were parried out with these three antigens and the homologous O antisera , the antigens heated for 2 hr gave the highest titers with homologous O antisera; in contrast , no out with the cell suspensions heated at 100 C for 2 hr followed by washing .
As shown in Table II , it was recognized that all 0 antisera for V. vulnifieus contained some R agglutinin, although they had been prepared with S -form cultures.
By cross-agglutination and agglutinin-absorption tests , these cultures except some R forms and unknown non-reacting strains , were divided into seven O-antigenic groups.
As shown in Table III, additional  reactions  occurred with the antisera  of Table II. R agglutinin titers of diagnostic O antisera of V. vulnificus *V12 was employed as a pilot strain for the R antigen of V. vulnificus. 
